was grown, harvested and starved in suspension for 5 h, and binding of II]&@ to cells was measured as described earlier (13) . Membranes were prepared by shearing the cells (21) . Cells starved for 5 h were washed twice with 10 s&l KH2P04/Na3HP04, pH 6.5, and resuspended in this buffer at a density of 2x108 cells/ml. Cells were aerated at 20°c for 10 min. Four ml were pressed through a Nucleopore filter at O°C (diameter 25 DIM, pore size 5 urn). The filter was washed with 1 ml buffer, and the lysate was centrifuged for 5 min at 10,OOOxg in a small swing-out rotor. The supernatant was removed and the pellet was resuspended in 8 ml buffer. The membranes were kept on ice during the experiments which were completed within 1 h after membrane preparation. Binding of C3HIcAMP to membranes was measured at 20°C in an incubation volume of 100 ul containing different concentrations C%lcAMp (1.5 TBq/mmole), nucleotides and 80 nl membranes. Bound C3HlcAt@ was separated from free C3~lc~ by centrifugation of 95 nl of the incubation mixture through 200 nl silicon oil (AR2O/AR200 = 2/l) in a homemade swing-out rotor at 10,000 x g for 30 s (13) . (Fig. 3) . Gpp(NH)p inhibits equilibrium binding only at low C3HlcAMP concentrations (Fig. 3A) . The total number of binding sites is not altered significantly by Gpp(NH)p. These data represent the equilibrium binding to the sum of H, L, and S. The specific binding to S is measured by a 6 s chase with excess of CAMP, by which all C3HlcAMP
bound to H and L is released. Gpp(NH)p affects the binding to S in two ways; the number of S binding sites is reduced about 50%, and the affinity of S for CAMP is reduced from Kd = 1 3 nM to Kd = 25 nM (Fig.  3B) . Binding of C3HIcAMP to the sum of I-I and L is calculated by subtraction of S-specific binding at the moment of the US MP chase from total binding. The result shows (Fig. 3C) 
